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anti-human lymphocyte antibody which binds to effector cell 
adex Terms: NEW COMPLEX ANTIBODY ANTICANCER DRUG COMPRISE ANTI HUMAN 

ANTIBODY RECOGNISE SURFACE ANTIGEN TARGET CELL ANTI HUMAN LYMPHOCYTE 
ANTIBODY BIND EFFECTOR CELL 

Patent Assignee: { SAKA ) OTSUKA PHARM CO LTD 

Number of Patents: 001 

Number of Countries: 001 

Patent Family: 

Patent No Kind Date Week Applic No Date LA Pages IPC 

JP 5213775 A 930824 9338 JP 9219968 920205 12 0A61K-O39 / 395 @ (B) 

Priority Data (CC No Date): JP 9219968 (920205) 
Abstract (Basic): JP 05213775 A 

A new complex antibody (a) an anti-human c-@erbB@-2 antibody, 
pref. CFD-OA-pl85-l that recognises the surface antigen of target cell, 
and (b) an anti-human lymphocyte antibody, pref. anti cD3 antibody that 
works signal transfer by binding to the effector cell. 

A new anticancer drug contains the complex antibody as an 
essential component. 

USE/ADVANTAGE - The antibody has strong and specific binding 
affinities to antigens (target cell and effector cell) . Cytotoxicity 
against target cells can be activated and increased . 

In an example, UCHT1 antibody contg. as cites was obtd. by 
administration of UCHT1 cell (anti cD3E antibody) to BALB/c mouse 
intraperitoneal^. From the supernatant, UCHTl-F(ab') fragment was 
prepd.. Similarly, CFD-OA-pl85-l antibody contg. as cites was obtd., 
and, GFD-OA-pl85-l-F(ab' )2 fragment was prepd.. By using two fragments, 
bifunctional antibody of both monomers bonded was obtd.. It was 
purified by TSK.gel G 3000 SW HPLC. Dwg.0/0 
rwent Class: @B04<2; @D16@; 
Int Pat Class: @A61K-039/395@ ; @C07K-015/28<a 
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1 

- e r b B - 2 *|JH4#iftT<& 0 , t r- U 

t hc-e r bB-20v#T*oT, I7i^-|IB 

<re&-5§!#5tl fciE«©»&Si#. 
[»#«3] Jxfchc-e rbB-2ia^GFD- 
OA-pl85-l T*^>K*« 1 Xtt 2 Cfa«E»S-& 

[»*S 4] git h U >/^ft«:*igiC D 3 ftttTfe 

i xtt2 cge«©«3-gi#. 

[«f#S5] kr-c-e r bB-2W&gefc#&W 

tzz\t mm £•? sffMKM. 

[5SW©i¥ifflfcia9i] 
[0 00 1} 

ff. <k 0 #L < «t hftffi^©iB&B&?&Sf::W8i&1fi 
[0 0 0 2] 

;^^«tt^tt#tt«ISattaHBaS^ffl (ADCC;an 
tibody-dependent celluar cytotoxicity)[Mart in, J. 
S.,et al.. Blood, 73, 1431-1439 (1989)] t^tSWi 
SiftUfl (comp 1 emen t-dependen t cy t o 1 ys i s) 
[Irie, R. F.,et al., Proc. Natl. Acad. U.S. A., 83, 8649 
-8698 (1986)] fcStK£Sfrfcglc£D£<Bi*iif&a* 

tt«sj^«n?sfe-pfc. £^©ffijfc*§*«*/*o-:*-;i,fft 

[0 0 0 3] ±12^6/^0^— JPSt#t«fc5^S^*5£ 

fflV>TfT&fc>:jTTV*5[Nisonoff,A. and M.M.Rivers, A 
rch.biochem.Biophys., 93, 460 (1961)] &®k\ZZ\ 

n#£< » snfc©»*/ * tn— )vww&mmifi 

BH&SftT^S-efc*. [Koehl-er,6.'-and C.Milstein, 
Nature, 256^. 495 (1975)]. 

[0004] z.tit>- mmo^/i/ai— Mt#©-tn 

£«Stt-«fcF (ab'). ttT&ttfttVTftmZtl 
Tl^£. ^9A«^P->^-> (Brennan)ettDTT 

^STC^ab, -JOFab' ©SH1*5, 5' - 
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2 

(2-^hO^SSll) (DTNB) 
l/TFab' -SNBtU MOFab' -SHfcjg 

y Hfix^S^S-r 5 JI £ l£ J&5b UTV> S [Brennan, M. , 
P.F.Davison and H.Pavlus, Science, 229, 81-83 (198 
5) ; Nitta.T., et al., Eur. J. Immunol., 19, 1437-14 
41 (1989)#fiS] . 

[0 0 0 5] £.1tW\<Djj&tlsT\t. S&ofc-ag© 
tfi^^^mmSPDP [N-X^-»-f3^-3 

[Staerz,U.D. , et al., Nature, 314, 628-631 (1985)] 

~mm<Dm#F (ab' ) i 7?>f*>h&mm\z 
VT&rnm s p d p zm^TrnGzutzn v-^-r y 

OM^Uy Ht/i^*f^SS-r5^[Nitta,T.. et al., 
Eur. J. Immunol., 19, 1437-1441 (1989)] 
[0 0 0 6] /vf y F*x#£feK-f SfcS-oW^ 

stein.C. and A. C. Cue 11 o, Nature,_305, 537 (1983)] 

£D8fa©6x#£#-5;£ft[Staerz,U.D. and M.J.Beva 
n, Proc. Nat 1. Acad. Sci, U.S.A., 83, 1453 (1986) ; L 
anzavecchia, A. and D.Scheidegger, Eur. J. Immunol.,! 
7, 105 (1987)] 

30 [0 0 0 7] KK, 9J©S©A-<!/'J y HttfrfcUT 
fi. StJS«S'&«tt**-r5oI^S8 (V) <S«SV>XA 
•f 7>) H-VffiJfeT, ^gttS*-r^)£»ffl5 (C) ® 
«£fc h**©"6>©fctfct>©^ttenTV^. &ia# 
©S3g*a»JS^a*m^.ftll5£ffl^TtS*^n& 1 
9 8 4^© ; EUV> (Morrison) ©ffi. 
fetJECa/Vf 5/ Ht/t#:©f^@*j**^^nT^ 
^[Morrison SL et al.,Proc.Natl.Acad.Sci.U.S.A.,8 
1. 6851 (1984) : Sharon J. et al.. Nature, 309,364 
(1984) : Neuberger,M.S., et al., Nature,_312, 604 

40 (1984) : Boulianne.G.L.. et al., Nature,J12, 634 
(1984)^] . JSC. ffiUV>90A4 7UyKHttt&l' 
X\t. V®^©ffiiiH4ft^« (CDR) ©**^^7. 
fi^tbfCb© (Reshaped 4fe«S|^T^5[Ione 
s,P.T., et al., Nature, 321, 552 (1986) : Riechman 
dL, et al., Nature, _332, 323 (1988) ] . 
[0 0 0 8] ±i3A-f */U y Hgv^©«ffl«£4TlC^ 
^mWtmomz. -i A / T y -fe-f ^^©fijffl [Suresh, M. 
R., et al., Proc.Natl.Acad.Sci. U.S.A., 83, 7989-7 
993(1986)] . ^ffii^^-r©?iJffl[Milsten,C. and 

50 A.C.Cuello, Nature, 305^ 537 (1983)]^S'e^nT 
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3 

VvYWf- \&&Wt- (£TF, B FA;Bi functional an 
tibody£r®frf£) ©-#©ffi#a<ffi8BJi&t&£Ufc*i 

mttm*$m?*BF A&ftm-zzttfuzz. &b 

Tc. -£©&. -f >£r-Dfci5^T. BFAfflgft^K 
•pa>©Mj^J©TW^£ftfc[Mezzanica,D., et al., I 
nt. J. Cancer, 41, 609-615 (1988) ; Mans field, P.P., e 
t al., Cancer Immunol. Immunother, 33, 247-254 (199 
1) ; Oshimi.K., et al., Blood, 77, 1044-1049 (1991) 
; Nitta.T., et al., E.J. Immunol. ,19, 1437-1441 (1 
989)3 . 

[0009] w.\znmmm, mmm. mmzi$LT*>B 

FA©®fcSr^lf#3nfc[Nitta,T., et al., Unce 
t, 335 , 368-371 (1990) ; de Leij.L. et al., Fonda 
tionNationale de Transfusion Sanguine, Les Ul is Fr 
ance, 249-253 (1990)]. 

[ooio] -jj. mm±^<Dmv^mmzi: 
d mmz&vzmmm? u± -r?- 1 ses t o%t> o & 

xmzgmvtmj-uz/y*-)— (3 L uisyn&®mm 

m&m*)>mt&m) ©5*i, ±&»&J&fiH^(epide 
rmal growth factor; EGF) t®EGF©§^#: (.U 

t bTM.^ft-£fttc c - e r b B - 2fete? [Yamamoto, 
T., et al., Nature, 319^ 230-234 (1986)]©3g»fc?- 
i£^l?ft-5p 1 8 5»£?tt> »*©b hSttlgfcfcfc 

- e r b B - 2 feGTOMmW&tbZnx^Z. -€-©18 

!&\Z c - e r b B - 2 ig{sTf©it<@*<^» £n[King, C. 
R. , et al., Science, 229 , 974-976 (1985) ; Yamamot 

0. T., et al.. Nature, 319, 230-234 (1986)], ic- 
e r bB-2iH£?©iaiB©@£a<, SUa©¥f££&V> 
ffiM^frt^Kf'l-ai^nT^SCSlamon.D.I., et 

al., Science, _235, 177-182 (1987)] . VfrVfZifi 

s. &m&=?-&®i<D%mtiEi%i$.Am.fflz\t. g*n»c 

UA>gg*SnfcVi[Natali,P.G., et al., Int.J.Cahce 
r, 45. 457-461 (1990)] . 
[0 0 11] ±«Bc-e r bB-2SeR^f^tn:^ 

sr. ^m®*m*>\zmm&mzi:-DT®M-r%jj 

&hm^tVZ>-D$>*)[His\iko,T., et al., Jpn.I.Canc 
er Res., 80, 10-14 (1989)]; Yamada,Y., et al., Jpn. 

1. Cancer Res. , 80, 1192-1198 (1989)] . c-erb 
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4 

b - 2 mfR^m^mmr^^t lt*>. c - 

e r b B - 2fc^©C*$«#£&irrs#'J ? a- 
•t)Vtfifa pAbl (T4 8 8 1) [b*)t>/Wtt 
■i X>XlrJS(Triton Bioscience Inc. ;Alameda,CA)]^> 
fef FpW >&^-f*# U * n-^-;Ha*A b - 
1 [$r>ni?— >1MX>X(0ncogeneScience Inc. ;Ma 
nhasset.NY)] ^ c - e r b B- 2 ©Ifflli&fl- H^-f > 
fc&iBT-St/^n-^Stfli:. SV2-6 1T tt*5£ 
£*tX:J^> (ft|f¥2 - 1 5 0 2 9 3W&m&M) ] 

jo ^^»en, *f£wmt>*>&izm&. mz^mommm 
Rzfmmm^m-r^mxM h?ui8iijfiH<sK-BR 

-3 (ATGC^ft#^;ATCC HTB30) ©J£*±tgTfc 
SUfci«ai&%©^ifflIfit«?L»i1&©#fMaH)fit©Bi 
^tc«t0^^nfc/W^U K-vfc<kDg£Sn. c 
- e r b B - 2 \Z®m\zE.Jfc?Z&L c - e 

rbB-atyi'D-t^. GFD-OA-pl8 
5 - 1 £f£KU;fc[0uzge,Alper, et al.. Cell Growth 
« Differentation, 1^ 591-599 (1990)]. ±IHGFD- 
OA-pl8 5-US#lt c-e r bB-23te : PS: 
20 8ST£kh!®«fflI&ttcSK-BR-3Rtf. A-5 4 9 
(t hS5)Sifflja» ; ATCC CCL185 ) ©T" >lf hnt?©« 
St*^aiC«lMb& (#gB¥3 - 229835^) . ± 

fB&ft#«. c-erbB-2gas t^n^ns^ 
u c -e TbB-2m^&^<D%mtmm-r^m 
ft. ^tenants, tfTfeajs^w^tificWfflT*^^ m 

§8¥3 - 1 9 1 8 6 5 *§&«#!!) . Z\tl*><0&imt±. 

MX. *%W#6»«tt)-«SW^±^«SCM-r?.BFA 
30 \z£Z%MmmtkS:M%tZ>rzif>\Z. c-e r bB-2 
fifc^gWcgiaT S *>©*fl« ttZ B F A SrPBfB 
U -< >hThO|;::fctt£BFA©jfiB8iStt£frMKl/. 
£ H IC*56M&^-T -5 it. 
[00 12] fSi, c-erbB-2CHit3BFA^ 
V^Ttt, ^)fcW«a:<. ^MfCfcOBFA^dc-r 
^— ^©ftfttftfik hc-er b B-2ta#:*^iftSffi 

[0 0 13] 

[5gW*^ftbJ;5fr^KS^] *56W«c-e rb 
40 B-2fi£^£f8g|-r*«&. ^tCftffi, SSJS, S3S. 

U>^^CT8a(Cytotoxic TLymphocytes) ^¥©X7x^ 
*-mmt&®&ff}\Z&&-ZHZ>Z.ttf-V&. VfrbZ. 

nt<t ^ t±ibx7 *-ii)&©wTs±iag&wsiiiia 

lC^-r-5»lia^«tt<£li3il$-li-#^igrUViBFA (1g 
^Sifr) > Rt;cn*ipJfflL,fclittBlS^©ffimn%«Sll 
^M«T5 ^ t * B W t T * "b ©T feS . 

[0014] 

[fgss^ft-r-sfcfc©^] *^wic<tn«, BFA 

50 (S^ttft:) ^»^T^-*©jK^t hc-e r bB 
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(4) 

5 

SiWfit h c - e r b B - 2S^T?*r3T, 

U>A«St{rca&£±fBBFA, Stthc-erbB- 
2jfi^GDF-OA-p 18 5- 1T$5±EBF 
A, fttf±ieiat: h U >A«Stft:#ttC D 3 tiifrXh 
thc-erbB-2 WggfiKH#J|6<jKE£-r-5 
±BBBFAA<tift$ns. ££, #3891fc<fcntf, ±IB 
BFA£^fi£^fr5^tS#®i:-r-5JiS?&!K^fl 10 

CO 0 1 5] toM (gWJfflJiaXt/X^i 

T«3?T5i3?5:ettfl:ttff^5^tS:<. JSfcF c V 
-fc^-S^LfcAD C C^fc«J;5JI&g©pJ|gtt$ t> 

©Kifci&&Kir$&-c&£. a? 
[0 0 16] £TF, #3BWtii#, 3M;:-;S©la##ffit 
hc-e r bB-2*ifl:©Fab' ffi#© 
ffiftjMftfc r- U >/mW.<^<DF a b ' gfcft-C&O, 

[0017] *&mtfift<Dftm<Drztb<Dttftii-rz>iri 

r b B - 2 ftfc^©la#71SSiffi&Si#. RtfSiCD 3 
ffi#^©0it h U >AJ»gi#:*-€-n-?nfiJfflT^S. ± 
gffic-e r bB-2et#ICjg-r3£i;c-e rbB-2 
St#««aHliag®tC»31bTV^ c - e r b B - 2 jt£ JO 
: P«03£^T£t><Z>T?&D, JiniCttGFD-OA- 
p 1 8 5 - 1 [Alper, 0. , et al. , Cell Growth & Differ 
entlation. 1,. 591-599 (1990)], 
ffl^Tthc-erbB-2 jlfif SSSaM^f 

$au ^om^m^mnimv, thc-erbB 
-2fie^&5sstTv^aBia«s«u. ^nmik&m 

iC^SLTV^lBiiaSc -e r b B- 2 : t;2u—f)V 

ft#ftm<Dtcib<Dftmmt vx^nvtc s v 2 - 6 1 

R^SV2-61rSl*(#W2-1 50293^ 40 

, TAb 2 5 l8t#, TAb 2 5 5fii#, TAb 
2 5 6#i#, TAb 2 5 8ffi#, TAb 2 5 9£i# (P 
CT&PjftfFWO 9 1-0 2 0 6 2m&W . 9G6$i 
#[Van de Vijver M.I., et al., New Eng. J.Med., 31 
?, 1239 (1988)]^a*^$nS. 
[0 0 18] JSfc±fBtat h'J >/«Stri&fcJgTSiaC 
D3tt^©^^tUTtt. UCHTltaft: [ffiCD3 
tfifriVWlgGi :Beverley.P.C.L. and Call ar 
d.R.E., Ear. I. Immunol. ,11, 329-334 (1981): j>1 
>J7;l"**>U— • DU— f7r>f- ^aXlmper 50 



&ffl¥ 5-213775 

5 

ial Cancer Reseach Foundation, UK)], OKT3ffi# 
[fitCD3Jaft:: 7WI gG*. :Kung,P.C, et al., 
Science, _206, 347-349 (1979)] IftU 

cht i ft^ttT u >m<Dmm : m\z%mvtct. h c 
[0019] 2.Q&ftm**n?n<D*:/>/u-j-)],$i 

©#$£ [$|*.f£Koeliler,G. and C.Milstein, Nature, _2 
56, 495 (1975)^#R8] \Z®.^®&?Z>Z\ t&X-%5. 

/W7"<J F-TtlSftMlBWt, WL&l 0*FC 
S KUBJbfll) ££t?RPM I - 1 6 4 OJWt (0* 

T&PBS ( 'J >&$»££*) xtJFcsma^ 
RPMI-1 64 0JgtticSS3-& ^» 
7 P 'JX^> (2, 6, 10, 14-f H7^fM>^ 
£K&rt&#l/Tg3ltf3n£BALB/c;*- 
Hv>>Xfc|gE!rtJ6#-rs. ±ES#©*U7~1 4B& 

fcv>xigep*^nT€rfcNp^ gr7C/x©igBy:rj 

A[Forsgren,A- and J.Sjoequist, I. Immunol., 97, 82 
2 (1966)] SfflWc77^^-?DYH^77^- 
^^ff&^rtlctO, B«©t/?Q-:h>MK#£S& 
IS, *Wr*i:i***e**. ±fBfitSJtt, £DBL<tt 
lmlS»)©)H*IC2~4ml©ii8-&Ay7 3'- (1. 5M 
^>J->X 3M NaCl, pH8. 9) %mA.fzm& 

0. lM^X>SS^h'J'>AS«fJR (PH3. 0~ 
5. 0) T-mtii2liZ>Zt\Z£QmiX'ZZ>o 

[0020] ±ia©$D< is-cnzntt/pa-r- )vsi 

frfrZOF (ab' ) i ©HUSH:, KfcStSSnT^S 
^j* [03;Ll£Parham,P., J. Immunol. , 131, 2895-2902 
(1983)] KipCT, 17*/ >mK.2HZZt\Z& Off t£ 
5 £©PSI©*#»-09tl/Ttt, «T 

©;£fc£0!|j*-f* BP*, S1*5~l0ing 
©ft#£-&ty0. lM^I^Sth'JfASiS (pH 
4. 1~4. 5) IC, m#<Dl/l 0~1/1 00fg« 

a©^^» (->^aso £Dn*.Toi£u 3 7-c© 
fltaffl-c i ~ 8 Nf^^fcs^&fT^^ . mKi&mz 1 m 

hUX^^Jn^.TpH*8. 0 t LT£&£f?lt£ 
2 0mMh'JX^K, 2mM EDTA&tfl 5 0 
niM NaC 1 frZfcZ®® (pH8. 0 :£t^ TTE 
SgffiJSj t^5) T¥®ftbfcTSK-SW-G3 0 

oo (i — y-ttK) ^^ASfflViTy^ffliasfT^ 

~ 4 fg5§S©*§-&/Sy 7 r-eHn^T^nxw >A* y 
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<Ottn&&fttt*vk\ZfymttXW&$%. *>< 

ux^snfc^aoB^s, sh^si ooo omm&m 

V»TlR*itilfcfT&3C4:fcJ:9. SiffiF (ab')> 
mg©gt#^&iSSj4~6i]iggffi©F (ab'), t>m$tl 
[0 0 2 1] ±f2©$tKLT?t<5n<5F (ab')i 7 

St5S#CFab' tjWg^l/fcBFA 10 

tt, 09;ttf$fffl£©738. [Nitta.T., et al., Eur.J.Im 
munol.. 19, 1437-1441 (1989)] KftoTflWS^t 

coo2 2] ±ib*^b, &?mft}mm<D$mmM&m 

K-r-Staft:, 0!l*.tftac-e r bB-2ft#©F (a 

AU~2mMtft5J;5t:DTT Cfnft*6g£aiS) 

pH7. O^ffiR^Sff^ 
t>fc&. gj&&ffi#5mM,»:&-5«fc?l::DTNB CftOfc 

7T";^^G2 5*7A Cr^v^rttS!) £ffl^T 

BaJcSffSSi&Fab' -SNB£JK#T?i?r*. MIC. 
17 x? 9-nmz%iGh&0 : l'9±)\,tem*ft fcSffi 
0yA«fiCD3Sifr©F (ab')i 75^>h 

s^trT e s m&mm& 1 ~ 2 mMtssj; 

5fcDTT#&i££;&lJ*.T. pH7. 5TSSCT3 0 
#K£JS£fr&K #BnsH£&£TESS«ire¥ 

ab' -SH£JRm?££. ±S"?S6n5Fab' - 

sH?£^TEsg»JKc. mz%e>nrcm#3mm&& 

8&-T£ft&©Fab' -SNBS&tfl : lOtMT 
fof£1iZ>Z.t\Z&r). ^WiffitelC^-r5jfC#:©Fab' 

c^e/v-] tx7x^^-aeiai^-r-5Si^Fab' 

[^/V-] t*^Ufc0fS©BFA?£iR#T?#5. 

[0 0 2 3] ±EC£fr>TI*. SfcStfcFab' -SN 
B©(PS=£X7x^^-«BBSl;«T*et#t-P#ff^ 40 
K £fcia#Fab' - SHWreilfc&Wifflli&fctt-f S 
jK&ir^frfc^tfcT^ C*lK:«J:oT*>Brg©B 
F A Z Z. t&Vgg. 

[0 0 2 4] *<l/T#6nfeBFASTSK-WG 
3 0 0 0SW (h-7-atJ) Sfft^HPLC (AS 
j£S£ft:£DVh^5:M-) »C#-T^tt±D» 
©Fab' (#7**55 5 kd) 

• LT, 1 Okdftft^BFASHIII-r*!! 

[0 0 2 5] #M7C^frTT, 0. USDS (F^ 50 



ffHJF5-2 1 3 7 7 5 

MOkir V U A : J'iTttW ©SfiTlct, 7 . 5 
XPAGE <*U7*UJV75FWMtiWi«> 

rctt?s.$:ft?xK z z. tommzftte 5 Z. 

[0 0 2 6] *&, ±B^fc«oT«(WlfilC»-rs 
Si#©F (ab'), WUT-] hxy^^-MU 
fc»r*«#F (ab') . [#UV-] 
BFA*fWr*Cfc*nWT!**i-*F (ab'). 

[#'J-?-] £F (ab') . [#«JT-] t*t^b 
fcBFA«fl£8'T«:&&£'3fr>Ttt. #58ffl£S*t$fcfc 

- 2 2 9 8 3 5*M0 . tt£ttfctt-3TflUMUBIdfei' 

-rsB«£«&£-r5 (f (ab') . «i 

ffl) fcffcCfcfcJcoT, ft&tlSBFAtt. 

[0 0 2 7] ±gBfl<UT#&n5*$B9J©BFA©*lJ 
fflCfcntt. CTL«aX7x9^HNtt®MMBIJBK: 

»T*.««HSttftW»»j:t«i*r**. ttc- 

e r bB-2ffi#£tf!rcD3ft#&&fflt>Tff3SLfc* 
^BFASfflV^K, c-e r bB- 2fiG?-£«l& 

jR-TJ^fc, RC«ftSn«:tttto&ife[Stierz.D.D. I. 
W.Yewdell and M.I.Bevan, Eur. J. Immunol., 17, 571-5 
74 (1987) ; Mitta.T., et al., Eur. J. Immunol., 19, 1 
437-1441 (1989)] fc«3t»KUkD«B"e**. 

[0 0 2 8] ft, ±C«c^ViTtt, xy^^—mmt 

(P B L : peripheral bloodlymphocyle) &fflV»Tfc«fc 
<, Xfc*-0>fcCTL»SPBL<6-f>*'--n-r* 
>— 2 ^©#ftTT? 3 B BLUS* bT L A K ( 1 ymphoki n 
e activated killer cells) £&3£LTfflwrt>J;V\, 

aT©»<i/Tfia:5j:ta»*e*6. bps* s-f^u 

>&fcbfcftttA«>JlMfcl 0mlfC2~3<&aft©PBS 
SSfiKSin^TS^-rs. Mfc. ^©fc&JfaiK©**© 
ifcS#«ISc (W^.«7^3-;i/^>y^ : 77)V?~>7ft 

^ftSM^Lfc^ 40 0Xg» SST3 0~4 0»W 

«»ll«tfc©WK:T€r*a»lft!R^»D, 10%FC 
StfRPM 1-1 6 4 0e«tC<fc0«c#-rS. *»< b 
T*#lJfil 'J 1 ~ 2 X 1 0 T 

«>. ifcLAKtt^BtlfcPBLSl 0« ®/ml£:fc£ 
*5IC1 O^FCS^WRPMI -1 640*a»C!S« 

u «jfiiBiso i o~i o o om&©-f d-f* 
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(6) 



>- 2 s»ATig«-r -5 £ t \Z «k 0 3 £ £ 

CO 0 2 9] *fctt»ttl^&7C^ 51 C r ^tT^UAK 
^-h'JOA (Nai 61 Cr04 ) tC.fc-5 

«. i-rgwaate©^u^ h u~2xio« 

It, 3. 7MBq/nl©±&?aA&:*-HJ'7A (NE 
Ntfcg, Sf§-fc#&.&l!f:JS5&) Sin*., 3 7*C, 5%C 

Of #aTT6o~9o»ra«s&fT^v>v 

OSKFCS^tRPMI -1 6 4 OJgifi£;BV>T 
+»fcft»U j§*J»*5JB©^P5'>A ("Cr) & 10 

[0 0 3 0] ±fa?nS?A ( 6l Cr) tsisgiwaiiBa. 
X7x**HWSfttfA'f y Fttfteft^fcMK 

StiBfcfc. «kDS¥L<tt, STTilMSfcigg (9ft 0. 0 
l~3/xg/ml) IC^fRLfcBFACDl 0 On 1 tI7* 

#HWgSS%= [ (a-b) / (c-d) 
[ a B F A «tf U fcx 7 x ? * -8BB& IC«t SgMJfflflS 
©ft&M" C r tttH&*-r£aKI& b JJgWIffllia©*- 

-he»MM&l*l*fc«fcfttf. #5§WBFA, #Kffic- 
e r bB-2&#©Fab' tffiCD3Jaft©Fab' 
££ffiV>T{£§JLfc#5g9JBFAtt, 1 0 0ng/ml©ffl 

m.~c$}2 5%<D&&&)Witt)mmM&&mmt<tu z.<dz. 

(&§2T-5Eil-A#!ig) . dntCftbT, jric-er 
bB-2Sii*©F (ab' ) : 77^>ht$iCD3 30 
mft<DF (ab' ) 2 75^>bt61 : lOtfc^T 
*(Cig^bfc®^T(i< 1 0 0 0 ng/ml £-Ci§«£± 

01-B#R8) . *&, &8©F (ab' ) i 75^ 
> h t> 1 0 0 0 ng/ml £Ti8K£± T fc*;tftiifflB&« 

[0032] to«t5K:, sflwrasfcarrsiftfroF a 

b' 75^*>S£X7x^-«telC#r£fftfc©F 
ab' 7 7 > h t*S^Lfc*8i0B F Att, H 
totfi 1 0 ng/ml &V»9««ab9» S®WSBJi&©ft&WifflJi& 40 
&giStt£*f («HBT$H1-AMD Ct*6. c 
- e r b B - 2fte?£*£«B*lBC£aisTV>sa 

[0 0 3 3] ^fc*«BJBFA«, fOgfittW 
[0 0 3 4] 6U0J;3IC, *8!»ft*liflttttttttft 
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JO 



x^-HISl 0« /100/1 lifcHGU Ml? 3 
OSMJEJSStf, K&&&1 OXFCS^WRPMI- 
1 6 4 0 £JflV>Tffi»U, Sft:cD^LfcX7x^^- 
iffl^&ttKtUTIfilJR-r-S (£©JgfrC*Kl&©BFA 

x7x^^-«aiia©-en^ni so^i d7i?^- 
assas : 2 x i o 5 ) t, ftmmmv soui osaaa 

ft : 10< ) *n*»l9 6ft©UJgg«7>-h 

(n-~>>/ttK) 0&9xJM3ftDU 3 7t\ 5% 

&5. R^t&«7x;i/©4fc»tggtt£*>7>h-r^. 

14, *©fffl« (1) fcttoT*»6Cfc*»T?*6. 
[0 0 3 1] 

] X 1 0 0 (1) 

±EBFAft-tO*ajE»tUT^rr*!li:S 
S*<hbT. ffi«aft©KJWaiB75SC:©aBFASffl 

14, ^n*«*5SW?&S?fl^S:«!l*«tC^T«>«fi8'C 

«t»:L19*«iWli©»«t'«-»i:t«> , C*, wTn© 
*«C*i;T»Sft«4»8, W*.fcE&tttfl)J&S8©S«SI 

thjmw. i5^rt, at, few. Bgertis-s-sn. @ 
^i?u>/^#?fc*^wtt**Kiss#T*^, -ens 

[0035] *xn»«t»«>ft^saRBM«)S#^ 

ooooi~8 oafix@s-&^r$n«t>©£-r-5©^ 

±<, ziCDSMHt— H^A-A3D*90. 0 1ug~l 
0mggS©«5HT®ffl3ns©^$f*bV><, *^<bT* 

[0 0 3 6] *»W»«JIB&fflV»fcft**ttfl!) 
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£-5. BPS* 1 0 0mlfr5U>/t#£# 

iU I L-2&1 0 0U/ml£^mLfc&]fa?gi8ift'-e 

>Jgttfl;*7-aill8) ^lxio' i$*^©bfa 

*Ul00~1000<tg> jff£U<tt*Sl OOtfgM 

t#\z&m&mz&?,-rz>z£\z&o&mt<ft. torn 

[0037] 

x**-«u» \znr^mmm^i3im<. *onm 
fc«t o c t l §©i7i v p-m&otrt z&t/jmmz 

[0038] 

mu;mM\z-z>2&r)WM\zmm'?z>rz.tb. mmmzmvf 
z*mw\zzLn\zm.'&-2tii3.i<\ 

[0 0 3 9] 

bfa©skh 

1) UCHTlffi*Oi@S 

UCHTUfflflS [#iCD3 e$t^: VWI gd :Bev 
erley.P.CL. and Callard,R.E., Eur. I. Immunol. ,11, 
329-334 (1981) : -f TJV • >D— - ? 
yy >fr— i/3 Xlmperial Cancer Reseach Foundatio 
n.UK) <tOA#] £10%FCS (7D-thg) £"£tr 
RPMI-1640&A& <B*Bg«tH) fcffl^T, 3 

It. 

[0 0 4 0] SUCBALB/c (H+^lr-JPX'J/t- 
&«) ©fiEftfc. -EES DO. 5mlO^'JX^> 

(2, 6, 10, H-fh^^fJK^r^X W 
ftHfilillrJS) *a4LTl~2®Wg3W*ff»oS:. 

[0 0 4 1] &K£ic#&n;fcucHTiiiffl&£. pb 

Sfc&iSU ^©1X10' fflia/0. 5mir-3&£ 
T^XBIErtlCS^Ufc. ±g3fi#©2~3®P5B»CV 

RI8**B:4&'t'«0 5PR-2 2 (B£38tf 
WltS) Sffi^tlOOOOrpm. 3 0m 4*0-? 
»&5HiU UCHTlfift£$tJllg#Jtfit£#fc. 
[0 04 2] 2) UCHT1-F (ab')i 75^ 

±Bl) Tfi^nfcUCHT Ug*±fStC2fg^M© 
1. 5Myj-»SrX3M NaC 1 a>6.fc£gSr«£ 
(pH8. 9) fctofc-OgS-U jg-&i££. KJtfc^n 
x-f>A (Immobilized-Protein A (Repligen 4t) ) fl 
yMZT-fUL, UCHTlffi&fc^AKK^Sit 



7) ®M¥5-2 1 3 7 7 5 

zmmm (phs. 9) T^Lfc«, ksltv>su 

CHT1Si<*:£, 0. lMi'X^tMJ'JAiW 
(pH3. 0~5. 0) -CjgftiStfT. IgGMSi 

[0 0 4 3] ±ETfe.nfeIgG^t2ral (IgG 
lOmg) fc, 0. lM^X^^-h'J^A^ffi^ (p 
H4. I) IC**tT4 , CT-i!fcS8rl/fc. JgflrfcSliliK 
ini;fift©l/l 0~l/2 5S (w/w) <D<1 
-f*s> (->^TttS) SJOATilSU 3 7 < C<DfiM1f 

10 -c6~mmmikE.!&*:nts.?rc. Rtm* zismizi 

MM) Xig& l / 2 s&ftSftI^TR«S<?lhS-&, 1 5 
OMm NaC 1-&W2 OmM'J>eigffiJS (pH7. 
0) T¥SftltTSK-G3 0 0 0 SW (h-y-ft 
® *7A (2 1. 5mm I DX 6 Ocm) SrfflViT^ 
*»ja&fTfcV>. F (ab'), mftfrf-frVtc. 
[0044] £©#®UfcH#K:l. 5M^U-> 

>Rtf3M NaC li^6A:«ttmK (pH8. 9)* 

^fil 0 0 0 0 ©KSffl^Tlgfl-ifijI 
(T^n^SS, ^77D-^>71/>YM10. 4 
3mmffi££ffiffl) £fr&VV /'5777-S 2 OmM h U 
XJSK. 2mM EDTAStfl5 0mM NaCl* 
t>tZZ>&m (PH8. 0 TTESigSffij 
O) iZ$mVT. UCHT1CF (ab' ) 2 75W 
>h©4mg$HL 
[0 0 4 5] 3) GFD-OA-P18 5-1I*© 

J<? hc-erbB - 23t£^gtl£^rr3#t# £ 

bTOGFD-OA-p 1 8 5- l^m^&TfO^iZ 
ISSLfc. IPS, GFD-OA-p 1 8 5- lttttZM 
^•SA-f^U H-TGFD-OA-p 1 8 5-1 (fc 

xws^mi 2 2 0 6#) s±ei) tmmzvxt&m 
&mi&&-?<>ze>immz&$v. sia*«tD 

gfd-oa-p l 8 5- iffi#££trJ«*-tiil*# 

[0 0 4 6] 4) GFD-OA-p 1 8 5- 1 -F 

(ab' ) 2 77>f*>b<Dm& 
40 ±S2) t|^«»CbT3) T#&nfcGFD-OA-p 
1 8 5- lfi7K±fSC2fg^a©l. 5Mi"J-»Rtf 
3M NaC l*^&2>$ffi»? (pH8.- 9) &MZ-tc 
^'D5 i ^>A*5AtCT7 , 7-1't, GFD- 
OA-p 1 8 5 - ltrv^S*7AK«SUfc. ^W7 
r-Tafe»bfc*. ®«PUT^-5GFD-OA-p 1 8 
5-ltfrffc£, 0. lMi/X^^HJ^Ajg^ (p 
H3. 0~5. 0) T*gffl£liT, I gG££tr&i££ 

[0 0 4 7] ±iB^£ttfcI gG£^tT^2ml 
5^ (IgGlOmg) 0. lM^X^^MJ^Alg 
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13 

mm (PH4. 1) t»bT4'CT-l!feS«Tbfc. g«f 
$£IeI«K&, ^nfcSi#<Dl/l 0-1/251 (w/ 
w) ©-*:/S/>Sln*.TR&U 3 7t:©ffii&ffT4~ 

8 mmmfcRi&zft tz? Kfs&. Ktm\z i m h u 

X&& 1/2 &ft£Sll;cT£>&£f? jk£ii\ 1 5 0 Mm 
NaCl^K20mM'J>«S(pH7. 0) T 
¥f5fcb&TSK-G3 0 0 OSW^^A^ffl^TyjP 

iajasfTJivv f (ab')« H^s^-;H/fc. 

[0 048] JlWiB^fcl. 5M^U*»Rl^3 

M NaC 1 fre>fcS8«ifc (pH8. 9) £iP*.. * 

#£!hIIKU *7AIC^'»*«ft;OGFD-OA- 

p 1 8 5 - im#zm%i<i£x®3kLtc. &< 
nfcssa #^si ooo ocisffl^TE 

X. GFD-OA-pl 85-l©F (ab')i 75 
iO<>h5mg£#fc. 
[0 04 9] 5) GFD-OA- p 1 8 5 - 1 F a 
b' tUCHTl-Fab' £©BFA©ffc$J 
±E4) TUSbifcGFD-OA-p 1 8 5- lia#© 
F (ab')i 77W>h3ragi&ttfl. OmlT 
ESftWifcfc. 20/t lCDIOOmMmXH h- 
)V (DTT ;fPft*ygag) *}gK&ftl*.T. pH7. 
5, giM£T3 0#fflKj££fT&o;fc&> ?l^fT10 
mM DTNBM* (W3tM«a® l~2f&S£in 

5#7A£fflVvc$-';H8jSU ft«J©t! 
-?Sy-;HT. GFD-OA-p 1 8 5 - 1 -Fa 
b' ©Jg^r:hn7x^i;x;i/7-< mm# (GFD 
-OA-pl85-l-Fab' — SNB) £JR#L 

[0 0 5 0] »JIC ±122) TISiJtfcUCHTlglft: 
OF (ab' ) * y y if ^>b3ms^t51. 0ml 
TESmiSmz, 20 u 1 ODTT*^SJn^.T, p 

H7. 5T^iafcT3 o^ras^sfT^ofc^. ^sn 

8J©t!-:7.£:/-;HxT, UCHTl-Fab' -SH 

[0 0 5 1] ±I2UCHT1-Fab' -SHC, 5fct£ 
PI^UfcGFD-OA-p 1 8 5- 1-Fa b' -SN 
b^hd*. mam®® (YMl 0) 

oT, GFD-OA-p 1 85-1-Fab' iUCT 
HI -Fab' ©t/Y-Rl^LfeBFASf 

[0 0 5 2] ±!aT#Sn&BFA£"&tTTESIg»S£ 
£TSKy;l^G3 0 0 0SW (1 — 7-|fcK) 
fcHPLC (igjfJS^DVh^^^-) Xtt'f^ 



8) ®M¥5-2 13775 

14 

b' -^--AflHWIt (SH^SftS 5kd) frSBtfj© 
BFA£#«LTfi!§9Lfc. 
[0 0 5 3] ^SLfcBFA*#S7C^#TT, 0. 1 

%sds (h'^^nsK-fhu^A, s^a® #e 

TK, 7. SSSPAGEfl-flrfcfTfcK fifUL-fcBFA 
©$B*£5t^bfc. 

[0 0 5 4] ±82SDS-PAGE©&*, SH^ftlftl 
10 1 0 kd©&Bfc/\*>F£fiM&U £©il£rt>5BFA 
lifJH/£»?ll5l 1 0 kdZh-DZtitm&Zn 

rc. 

[0 0 5 5] 

[I&S6092] mi&Wl-Vnt>tltc*%mBF AtGFD 
-OA-p 1 8 5 - 1 - F (ab')i 77>f*>h%. 
tfUCHTl -F (ab' ) a 7y!/*>h£<D$L&¥ 

7fre>mmVttm&LV>rt® (PBL) £€fflbT« 

a? [0 0 5 6] ZL<DUmz\$. UTlz^rTTovt MSiiffl 

ja«c (^-rnt)7 ^ 'j * > - 9< ~J • • n v 

#~>3X ATCC ; Rockville, Md. U.S.A. J; DA 

[0 0 5 7] ZR-7 5-1 (t b?U|g*HJ&8c: ATC 
C CRL1 500) 

SK-BR-3 (khfLJKMfrl*: ATCC HTB 
3 0) 

MCF-7 (fc h&B§S3ffi*fflJia*fc : ATCC HTB2 
2) 

5» PANC-1 (fc hUR. ±lftnttMBI*: ATCC 
CRL 14 6 9) 

MIAPaCa-2 (fc hB¥Effi81IJ!&# : ATCC C 
RL 1 4 2 0) 

Aspc-i (tvw&imfflmim: atcc c 

RL 1 682) 

BxPC-3 (ff^fc MMftMBI* : ATCC C 
RL 1 6 8 7) 

±12 7 O© fc l-Jg«Ili&«< t 5>f^7©PBL 
-t-n-etlO. lXBSA&tfO. l^NaNj 

40 tsPBsmmmT-Vc&vtd&> mPBsmmmwzi o 
wg©6&i#£in*.. *±irr3 0#fflKfcSii-fc. s 

J&ft. 8HIS«2lpIft#U &^T?F ITC-g^tfiVtf 
XI gG (Tago Inc., U.S.A. ttS) SfC*± 
KT3 0#HEJ&2-frfc. 2@ffi#L, 
^^©S^Stt* ^ h • X^? h^AIII (Ortho 
Diagnostic Inc., U.S.A. tUJ) Zmfthfcyu- • V 

[0 0 5 8] -?-©ifg*£!B lgir^T. 
50 [0 0 59] 
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m 1 & 



m m 




us' 1 


F 


(a b' 












la c — e r b B 

-2 


fifcCD3 


B F A 


P B L 


2. 


7 b) 


4 


. 9 


8 2. 


7 


8 2. 


8 


Z R - 7 5 - 1 


8. 


2 


8 5 


. 5 


2. 


6 


9 2. 


9 


SK-BR-3 


2. 


0 


9 9 


. 5 


2. 


9 


9 9. 


9 


MCF 7 


4. 


8 


4 0 


. 3 


1. 


9 


4 7. 


4 


P AN C- 1 


4. 


6 


2 4 


. 4 


3. 


6 


2 5. 


9 


MIAPaCa-2 


2. 


2 


6 1 


. 4 


5. 


2 


6 1. 


9 


A s P C — 1 


9. 


6 


3 3 


. 5 


NT 




2 2. 


1 


B x P C — 3 


2. 


8 


8 


. 8 


2. 


4 


8. 


6 



a) : ®2tt<*©* 

b) : &tn,#tfr\&Ltemm% 

[0 0 6 0] Sc^ttfitafttK^bfc^KcD [0 0 6 4] 

/t— t>h (%) £tkT. *fc3>hn-;u <2tJi8) \t [£JS093] HJ&m-C#sn&#8EBFA(D*fflliS« 

&2ft#CD#.£^*>U NTtt*tti&£7iVr. 171?^ — fflBSt UTP BLS, 

[0 0 6 1] ftc-e r bB-2JieT^ 30 ffljetLTZ R- 7 5 - l»tfSK-BR- 3***1? 

F Cab') 2 77^>H1 2^©¥UEi«t*ZR tlffifflbT, B F ASfrLT^Sl^x^Httt 

-7 5-lRt;SK-BR-3JC»l,T3S<SJlE:bfc. ^6<)iiaat*^-&L&«flcec:5lS6«J«8iaoi!$SWfe^ 

£g© 2 t5CDjglffltett«. ffl:c - e r b B - 2mR &£fgg£LT. OT©7jj*ICt3E^^J6bfc. 

NA£5!a-r-5J:a:*^6nTV>*3Sifflia«cT*^ [Kr [006 5]® g65«® 51 C r lC«fc^g^ 

aus.M.H., et al., EMBO J.,_6, 605-610 (1987)] . £ 1 0 %F C S S^trRPM I - 1 6 4 OJgJfcSffllvr, 

fciCDF (ab')i 77^>Ht S5ffl&#MCF Z R- 7 5 - 1 IM&RtfS K-BR- 38BJ!&£, 3 7*0 

-7, PANC-lv MIAPaCa — 2 RtfA S P C -?5*COj #&TT?83IL£. Jfcfc, Jg8±?S£®S 

-lt^sistt (M©2r>©3SifflBait*tcifc«uT) z u pbs'-' 2 5 m i *n*n®«*iiii» 

ffi«8)S«cBxPC-3«C*fLTttlatA/i*El6:tt KO. OBXhU^-O. 05%EDTA-PBS 

£*Sfc#o£. Kfc, PBLtttK&Lfcfrofc. 40 mWL2. 5ml SUP*.. 3 7*CT? 1 #RJH h 

[0 0 6 2] RCD3 £ F (ab' ) . 7?^>h UT, SBJfiSfa^U 1 0 %F CS^WRPM I - 1 6 

tt. PBLCOM^U %mUW£\tKfohl3.fr-3 4 0««l2 0mllCffi}SS-&T«PfnU» lOOOrp 

fc. #8 W B F A tt, 2 t>® t h 9UBMBI|c Z R — 7 5 m, 8 2 Lfc. 

-lRtXSK-BR-3tPBLlr^bT^<SlSl/ [0 0 6 6] ^^n&SMSaott® (5X10 

fc. £fc8B FA iOt hftMBttKtt 6 ffft) K3. 7MBq®^nABI^hU^A (N a t 

bTliJtgS c - e r b B - 2 ifif I »F (ab') ll CrO< : NENtt§» &tiaZ.. 3 7 , CC5%C02 

2 7tW>hti«T*ofc. fftTT6 0#KJg«£f?fc^. igg«t£l 0%FCS 

[0 0 6 3] 2.&<Dt&m%%frt>* #5gHJJ©BFAfclJffl ^tRPM I - 1 6 4 0i8Jft£;flV>T2|HliSfc&LTj§f« 

frttz-ofc. 50 m&mv>m&&2x io* mm/ mi t.tLZ 
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cfc^fcl 0%FCStfRPMI - 1 6 4 O&JfifcT* 
[0 0 6 7] @ X7x.>r9-mi& (PBL) ©H$g 

u >sjhi vtcmAihm 5 om i icpbs mm®. 5 

Oral £Hll*.Tig&U BIJIC5 Om 1 ©«&*4*lClfc 
S»RIJ« CJ h-fe/XW— >a >*xW 7 A : 7 
D— (Plow Laboratories) tfcK) £ 1 5 m 1 -f ntiaZX 

©&. affi8<C,>*B0 5PR-2 2£fflV>Tl 5 0 0 r p 

[0068] SiC,^ic4*©3t^«p©«tjta^ai 

(RWfcO, £n£3rLV»5 0ml©jg'frfftE&U 2 5 
m lClO^FCStfRPM 1-16 4 OiSifiSJll*. 

lOOOrpm, 5^P«1S'i>UTPBL«it 
StL/TlliRL/fc. 1 O^FCS^WRPMI - 1 6 4 

o^jfifci^^^^aii^oiiLm #snfctt 

K£l O^FCS^tRPMI - 16 4 O&ifitCSKiSS 

[0 0 6 9] ® &*t#©Pi& it? 
f&fcmT#£ttfc#5S93©GFD-OA-p 1 85- 
1-Fab' — UCHT1— Fab' ^IBFA, Z. 
© B F Af£S©Hi3«mi: UTffl WcGFD-OA-p 
185-1-F (ab')i 77^>htUCHTl 
-F (ab' ) « 77^>ht®l : 1 jg^^J. GF 
D-OA-p 1 8 5-1-F tab'): 77^>h 
R^UCHTl-F (ab') j y^if^>h<D^tVe 
*l£> 10XFCS^tRPMI- 1 640»«ffl^ 
T> stnZnZV'l Is V 9 ZGVy J )V?-0. 22(1 
M (B*5U#7-ttl?) £ffl^T*8BSiMiU7c:&> 2 
ng/ml, 20ng/ml. 200ng/mlR^2 
OOOng/ml ©Sagt^fRgBilLfc. 

[00 70] ® mmmmmm 
±m<s>xmmbn^m§&<D^ ioom &#x7x 
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